Previously published online as an Autophagy E-publication: http://www.landesbioscience.com/journals/autophagy/abstract.php?id=2229 
INTRODUCTION
Autophagy is a process that digests injured, worn out and surplus organelles, such as mitochondria, and recovers their amino acids and other nutrients for other uses. Fasting is a potent inducer of autophagy in the liver, an effect mediated in part by glucagon, a hormone also stimulating hepatic glycogen breakdown. 1, 2 During nutritional stress, autophagy is the major mechanism for protein degradation. 3, 4 By contrast after nutrient replenishment, insulin inhibits autophagy and promotes hepatic glycogen formation. 5 Autophagy has two important functions in cells: (1) removal of excess and damaged organelles and (2) liberation of free amino acids and other nutrients at times of nutrient deprivation. 6 When autophagy is impaired, as in Atg7-deficient mice, deformed mitochondria accumulate in the liver. 7 As an organelle occupying 20% of the cytoplasmic volume of hepatocytes, 8 mitochondria are a major target of autophagy. Even in well nourished young animals, mitochondria turn over every 15 to 25 days by autophagy. 9, 10 Mitophagy may also help clear mitochondria with mutations of mitochondrial DNA (mtDNA). [11] [12] [13] With aging, mitochondrial degradation through autophagy appears to become compromised to promote accumulation of mtDNA mutations and damaged mitochondria. Lysosomes progressively accumulate lipofuscin to further impair mitochondrial degradation. 12 Because mitochondria appear to be selectively targeted for autophagy in some settings, 14, 15 the term mitophagy has been introduced for the specific process of mitochondrial autophagy. 13 Although mechanisms targeting mitochondria for mitophagy remain poorly understood, a possible component of the targeting process is a signal from the mitochondria that will undergo autophagy. Previously, we proposed that the mitochondrial permeability transition (MPT) represents one such signal for mitophagy. 14 The MPT results from opening of high conductance permeability transition (PT) pores in the mitochondrial inner membrane. Swelling after the MPT causes rupture of the outer membrane, which releases cytochrome c and other pro-apoptotic factors into the cytosol. Cyclosporin A (CsA) is an immunosuppressive undecapeptide that blocks the MPT and prevents MPT-dependent necrotic and apoptotic cell killing to hepatocytes and other cell types. [16] [17] [18] [19] Previously using a confocal fluorescence resonance energy transfer (FRET) technique to identify depolarizing mitochondria, CsA was shown to block mitochondrial depolarization after autophagic stimulation and the autophagosomal proliferation that followed. These observations supported the conclusion that the MPT initiates mitochondrial depolarization in mitophagy and promotes sequestration of depolarized mitochondria into autophagosomes. 14 Methods to assess autophagy and mitophagy rely on techniques such as quantitative electron microscopy and release of radioactivity after labeling cellular proteins with radioisotopes. 10, 20, 21 More recently, markers of acidic organelles like monodansylcadaverine or LysoTracker Red (LTR) have been used to study autophagy by fluorescence microscopy. 14, 22 A drawback of microscopy is that relatively few cells can be studied at a time and the inability to perform high throughput screening. Here, we evaluated LTR and MitoTracker Green (MTG) as probes of mitochondrial autophagy using correlative total LTR fluorescence measurements and confocal microscopy. Our results show that total LTR uptake increases as the lysosomal/ autophagosomal compartment expands after autophagic stimulation. This autophagy predominantly involves mitochondria, which undergo protease-dependent autophagic digestion within 10 min or less. 3-Methyladenine (3-MA), blockade of the MPT and inhibition of phosphatidylinositol-3 kinase (PI3K), which suppress autophagy, inhibited cellular LTR uptake. Inhibitors of c-Jun N-terminal kinase (JNK), but not inhibitors of other stress kinases or caspases, also block autophagy assessed by LTR uptake.
MATERIALS AND METHODS

Materials.
LysoTracker Red and MitoTracker Green were obtained from Molecular Probes (Eugene, OR). CsA was obtained from Sigma Chemical (St. Louis, MO). SCP25041 was a gift of Celgene, Signal Research Division (San Diego, CA). SP600125 was obtained from A.G. Scientific (San Diego, CA). Wortmannin, LY294002, PD98059, SB203580, Z-VAD-fmk, DEVD-fmk, IETD-fmk, and LEHD-cho were purchased from CalbiochemNovabiochem (La Jolla, CA). NIM-811 was the kind gift of Novartis (Basel, Switzerland). Tacrolimus was obtained from Fujisawa Healthcare (Deerfield, IL). All other reagents were of analytical grade from commercial sources.
Hepatocyte isolation and culture. Primary rat hepatocytes were isolated from overnight fasted male Sprague-Dawley rats (200-250 g) by collagenase perfusion, as described previously. 23 Cell viability routinely exceeded 90%, as assessed by trypan blue exclusion. Hepatocytes were plated on Type 1 collagen-coated 48-well microtiter plates (Falcon, Lincoln Park, NJ) at a density of 75,000 cells per well and cultured overnight in Waymouth's MB-742/1 growth medium containing 27 mM NaHCO 3 , 2 mM L-glutamine, 10% fetal calf serum, 100 nM insulin and 10 nM dexamethasone, pH 7.4 at 37˚C in 5% CO 2 /air. To induce autophagy, hepatocyte cultures were switched from serum-containing complete growth medium to serum-free Krebs-Ringer-HEPES buffer (KRH, in mM: 25 HEPES, 115 NaCl, 5 KCl, 1 KH 2 PO 4 , 1.2 MgSO 4 , and 2 CaCl 2 , pH 7.4 at 37°C in air) containing 1 µM glucagon. In some experiments, 3-MA (10 mM), CsA (5 µM), NIM811 (5 µM), tacrolimus (5 µM), wortmannin (0.5 µM), 2-(4-morpholinyl)-8-phenylchromone (LY-294003, 10 µM), PD98059 (100 µM), SB203580 (100 µM), SCP25041 (100 µM), SP600125 (20 µM), Z-VAD-fmk (100 µM), DEVD-fmk (100 µM), IETD-fmk (100 µM), and LEHD-cho (100 µM) were added 30 min before and then during autophagic induction.
Loading of LysoTracker Red. After 70 min of nutrient deprivation with glucagon, LTR (25 to 500 nM) was added. After 20 min, each well was washed two times with fresh KRH and fixed with 2% paraformaldehyde in phosphate-buffered saline for 10 min at 4˚C. The red fluorescence of LTR (>590 nm) was measured immediately using a 544-nm (15-nm band pass) excitation filter and a 590-nm long pass emission filter with a FLUOstar multi-well fluorescence plate reader (BMG LabTechnologies, Offenburg, Germany). LTR fluorescence after various treatments was expressed as the percentage of LTR fluorescence of hepatocytes incubated in complete growth medium.
Laser scanning confocal microscopy of LTR-labeled hepatocytes. Some hepatocytes were cultured overnight on Type I collagen-coated 40-mm round number 1.5 glass coverslips inside 60-mm Petri dishes at a density of 600,000 cells per dish. 24 Until induction of autophagy, cells were kept in complete serum-containing Waymouth's MB-742/1 growth medium. On the microscope stage, complete growth medium was switched to KRH plus 1 µM glucagon. After 70 min, the hepatocytes were loaded with red-fluorescing LTR (200 nM) for 20 min and through-focus confocal images of LTR-loaded hepatocytes were taken at 2 µm intervals with a Zeiss LSM 410 inverted laser scanning confocal microscope (Carl Zeiss, Oberkochen, Germany) using a 63X oil/1.4 N.A. planapochromat objective lens. Excitation at 568 nm was provided by an argon/krypton laser, and fluorescence emission was measured through a 590-nm long pass barrier filter. Laser excitation energy was attenuated 100-to 1000-fold to minimize photobleaching and photodamage.
Laser scanning confocal microscopy of hepatocytes coloaded with LTR and MTG. In other experiments, hepatocytes were cultured overnight on Type I collagen-coated 7-mm round number 1.5 coverslips fixed to the bottom of 35-mm Petri dishes (Corning, Ashland, MA) at a density of 300,000 cells per dish. Until induction of autophagy, cells were kept in complete Waymouth's MB-742/1 growth medium. Hepatocytes were loaded with green-fluorescing MitoTracker Green (MTG, 0.5 µM) for 60 min in humidified air at 37˚C in Waymouth's MB-742/1 growth medium containing 25 mM Na-HEPES. Afterwards, the MTG-loaded hepatocytes were washed 2 times with fresh complete growth medium and incubated with red-fluorescing LysoTracker Red (LTR, 0.5 µM) for 20 min under identical conditions. After MTG and LTR had been loaded, one third of the initial concentration of LTR was kept in the medium for the duration of the experiment to maintain steady state loading. On the microscope stage, complete growth medium was switched to KRH plus 1 µM glucagon in the presence or absence of proteases inhibitors (7.5 µM pepstatin A or 10 µM leupeptin) at 37˚C. Time series of confocal images were collected every 1 to 2 min for up to 90 min after autophagic induction with a Zeiss LSM 510 inverted laser scanning confocal microscope (Carl Zeiss, Oberkochen, Germany) using a 63X oil 1.4 N.A. planapochromat objective lens. Excitation of LTR at 543 nm was provided by a helium/neon laser, and fluorescence emission was measured through a 560-nm long pass barrier filter. Excitation of MTG at 488 nm was provided by an argon laser, and fluorescence emission was measured through a 500-550-nm band pass barrier filter. Laser excitation energy was attenuated 100-to 1000-fold to minimize photobleaching and photodamage, which was negligible in control experiments in complete growth medium.
Measurement of the cellular content of lysosomes. The number of LTR-labeled organelles in confocal images was quantified from serial confocal images using the computer program Image Processing Kit 4.0. 25 Briefly, a superimposing image was generated from two single slices through a difference of Gaussians. In each superimposing image, the threshold of each structure was adjusted and processed to get outlined structures. Each outlined structures were quantified using a mathematical function in Adobe Photoshop 7.0.
Statistical analysis. Data are presented as means ± S.E.M. Differences between means were analyzed by the student's t test using p < 0.05 as the criterion of significance.
RESULTS
Increase of LTR uptake by cultured hepatocytes after nutrient deprivation plus glucagon. LTR accumulates inside endosomes, autophagosomes, lysosomes and autolysosomes (autophagosomes fused with lysosomes) by virtue of their low internal pH. To determine the appropriate concentration of LTR for the microplate reader assay, hepatocytes were incubated for 70 min in KRH medium or complete growth medium followed by loading with various concentrations of LTR from 25 nM to 500 nM (Fig. 1A) . Fluorescence values were normalized to baseline values of LTR fluorescence in complete growth medium, which represented 100%. The greatest relative increase in LTR fluorescence after incubation in KRH plus glucagon compared to complete growth medium occurred at 50 nM, and LTR uptake increased from 100 ± 39% in complete growth medium to 580 ± 70% in KRH plus glucagon (n = 12, p < 0.001). In comparison, lower relative increases of LTR fluorescence were observed after incubation with 25, 200 and 500 nM LTR. These data indicated that 50 nM LTR provided the maximal fluorescence response to nutrient deprivation. To determine if 70 min represented an adequate time for autophagy to develop, hepatocytes were exposed to nutrient deprivation plus glucagon for 15, 30, 70 and 90 min and then loaded with 50 nM LTR. An increase of LTR fluorescence was observed within 15 min of exposure to nutrient deprivation plus glucagons. A maximal fluorescence signal was reached at 70 min (Fig. 1B) . Accordingly, 50 nM LTR and 70 min of incubation were used in subsequent experiments.
To examine the intracellular distribution of LTR fluorescence, hepatocytes cultured on coverslips were incubated 70 min in complete growth medium or KRH plus glucagon. Afterwards, the hepatocytes were loaded with 200 nM LTR for 20 min. For these experiments, a higher concentration of LTR was employed because preliminary experiments showed that more LTR was needed to produce bright, well resolved confocal fluorescence images. Serial confocal images were then collected through the entire thickness of individual cells, and the optical sections were superimposed to represent the entire cellular complement of organelles taking up LTR. LTR uptake occurred in discrete subcellular organelles (Fig. 2) . In hepatocytes incubated in KRH plus glucagon, the number of LTR-labeled organelles was markedly increased compared to hepatocytes incubated in complete growth medium, but diffuse background fluorescence of the cytoplasm was unchanged (Fig. 2 , compare upper and lower left panels). The increased number of LTR-labeled organelles in hepatocytes incubated in KRH plus glucagon was indicative of autolysosome and autophagosome formation. Counts of the number of LTR-labeled organelles per hepatocyte correlated well with total LTR fluorescence measured in the multi-well fluorescence plate reader. Specifically, the number of LTR-labeled organelles per hepatocyte increased from 35 ± 9 acidic organelles/cell (n = 5 cells) after 70 min of incubation in complete growth medium to 182 ± 22 acidic organelles/cell after incubation in KRH plus glucagon (p < 0.001, n = 6 cells). This 520% change compared closely with the 580% change of LTR fluorescence measured by the plate reader (Fig. 1A) . By contrast, bright field microscopy revealed little obvious change to the cells beyond that accounted for by cell to cell heterogeneity (Fig. 2, right panels) . Thus, an increase in the number of LTR-labeled organelles appeared to account for increased LTR uptake measured by fluorescence plate reading after nutrient deprivation.
Mitochondrial digestion by acidic organelles after autophagy induction. Time series were also collected of confocal images of hepatocytes coloaded with green-fluorescing MTG to visualize mitochondria and red-fluorescing LTR to visualize acidic organelles. MTG is taken up electrophoretically by mitochondria in response to the negative mitochondrial membrane potential. After uptake, MTG becomes covalently bound to mitochondrial proteins and remains in mitochondria even if a mitochondrion subsequently depolarizes. 14, 26 By colabeling with MTG and LTR, we could visualize mitochondrial entrapment inside acidic autolysosomes. In the experiment shown in Figure 3 , no colabeling with LTR was evident after 76.5 min in KRH plus glucagon in the field of view shown. After another 1.5 min, the mitochondrion at the arrow began to label with LTR and turn yellow. This labeling became successively stronger over the next minutes. These images 
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showed directly the transformation of an individual mitochondrion into a mitochondrion-containing autophagosome/autolysosome. After about 9 min, the LTR-labeled structure disappeared. Disappearance of autolysosomes was due either to completion of autophagic digestion or to movement of the structures out of the confocal image plane. Disappearance by movement out of the confocal plane was minimized by opening the pinhole of the confocal microscope for an optical slice thickness of 2 µm. Colabeling did not represent random overlap of organelles within the plane of confocal sections, since entrapped MTG-labeled mitochondria were consistently totally within LTR-labeled autophagosomes/autolysosomes. MTG fluorescence in autophagosomal/ autolysosomal structures progressively diminished compared to normal mitochondria due to hydrolytic digestion (Figs. 3 and 4A) .
Suppression of mitochondrial digestion by protease inhibitors. Confocal images of hepatocytes coloaded with MTG and LTR were also collected in the presence and absence of protease inhibitors. After 70 min incubation with KRH plus glucagon, the total number of LTR labeled organelles was greater in the presence of protease inhibitors like pepstatin A (7.5 µM) than in their absence (Fig. 4A , compare lower and upper panels). However, on average the proportion of LTRlabeled organelles containing MTG fluorescence (upward-pointing white arrows in Fig. 4A ) to those without MTG fluorescence (downward-pointing yellow arrows) did not change (Fig. 4B) . Pepstatin A (7.5 µM) and leupeptin (10 µM) promoted increases of 46 ± 2% and 54 ± 2%, respectively, in the number of organelles coloaded with both MTG and LTR (Fig. 4B) . Figure  4B shows that about 75% of total LTR-labeled acidic organelles contained MTG-labeled mitochondria both in the presence and absence of proteases inhibitors. However, the total number of acidic organelles quantified in the first minute after replacing complete growth with KRH plus glucagon was similar in the presence and absence of protease inhibitors (8 ± 1.5, 7.5 ± 2 and 6.3 ± 0.5 LTR-labeled organelles/hepatocyte after no addition, leupeptin, and pepstatin A, respectively; n = 6 cells). Thus, formation of LTR-labeled structures increased over time in both the presence and absence of proteases inhibitors.
From temporal series of confocal images (see Fig. 3 ), the duration of colocalization of MTG and LTR in individual autolysosomes was determined after autophagic stimulation by KRH plus glucagon. The time of colocalization (coincidence of MTG and LTR fluorescence) averaged 7.5 min and increased 2.5-fold in the presence of either leupeptin or pepstatin A (Fig. 4C) . Thus, protease inhibitors increased the time required for autophagic digestion of individual mitochondria within autolysosomes.
Suppression of autophagosomal/autolysosomal proliferation by 3-methyladenine, cyclosporin A and NIM811 after autophagic stimulation. 3-MA is a well characterized inhibitor of the early stages of autophagy. 27 Accordingly, we tested if 3-MA (10 mM) inhibits the increase of LTR fluorescence after autophagic stimulation. Hepatocytes were preincubated with 3-MA in complete growth medium for 30 min before and then during induction of autophagy in KRH plus glucagon. 3-MA suppressed the increase of LTR fluorescence induced by nutrient deprivation by 85% (Fig. 5A) . To assess the effect of inhibition of the MPT on autophagy assessed by the LTR multi-well assay, CsA (5 µM) was added before and then during the induction of autophagy by nutrient deprivation. CsA treatment suppressed the increase of LTR fluorescence by 63% (Fig. 5A) .
Although CsA specifically inhibits the MPT at the concentration used, CsA also inhibits the Ca 2+ -dependent protein phosphatase, calcineurin, an effect underlying the immunosuppressive properties of CsA. 28 Therefore, hepatocytes were incubated with N-methyl-4-isoleucine cyclosporin (NIM811, 5 µM), a nonimmunosuppressive CsA analog that blocks the MPT but does not inhibit calcineurin. 29 NIM811 blocked the increase of LTR fluorescence after nutrient deprivation to nearly same extent as CsA (Fig. 5A ). By comparison, tacrolimus (5 µM), an immunosuppressive calcineurin inhibitor that does not block the MPT, did not inhibit autophagy (Fig. 5A) .
Inhibition of autophagy by phosphatidylinositol-3 kinase and c-Jun N-terminal kinase inhibitors but not by ERK1, p38 and caspase inhibitors.
Autophagy is frequently prominent in cells undergoing apoptosis, especially in cells containing many membranous organelles. 30 In hepatocytes and hepatoma cells, the MPT is a critical step in the progression of apoptosis induced by TNFα, Fas, TGFβ, TRAIL and other inducers (reviewed in ref. 17 ). Upstream to the MPT during apoptosis is caspase 8 activation, whereas downstream is caspase 9 and 3 activation. By contrast, phosphatidylinositol-3 kinase (PI3 kinase) is antiapoptotic in hepatocytes and other cells. 31, 32 Since both PI3 kinase and the MPT are implicated in the regulation of autophagy, 14, 33, 34 we examined the effects of PI3 kinase and caspases inhibitors on autophagy assessed by the LTR fluorescence plate reader assay. To inhibit PI3 kinase, hepatocytes were incubated with wortmannin (0.5 µM) and 2-(4-morpholinyl)-8-phenylchromone (LY294002, 10 µM) 30 min before and then during the induction of autophagy for 70 min. As measured by LTR fluorescence, wortmannin and LY294002 inhibited autophagy by 54 ± 4% and 42 ± 7%, respectively (Fig. 5B) . These findings are consistent with previous reports showing inhibition of autophagy by PI3 kinase inhibitors. 33, 34 To inhibit caspase 3, caspase 8, caspase 9 and pan-caspase activity, hepatocytes were incubated with 100 µM of DEVD-fmk, IETD-fmk, LEHD-cho and Z-VAD-fmk, respectively. However, none of the caspase inhibitors altered LTR uptake (Fig. 5C) .
Mitogen-activated protein kinases (MAPKs) act in signaling cascades that control cell differentiation, proliferation and death. 35, 36 Stress activates MAPKs, and autophagy often implies nutrient deficiency stress for cells. To screen for a possible role of MAPKs in autophagy, hepatocytes were subjected to autophagic stimulation in the presence and absence of MAPK inhibitors, including PD98059 (100 µM) for ERK1, SB203580 (100 µM) for p38 and SCP25041 (100 µM) and SP600125 (20 µM) for JNK. Both JNK inhibitors blocked LTR uptake to nearly the same extent as 3-MA, whereas the ERK1 and p38 inhibitors were without effect (Fig. 5D ).
DISCUSSION
Autophagy is responsible for degradation and turnover of cell organelles, including mitochondria (reviewed in refs. 37 and 38). As organelles occupying 20% of the volume of hepatocyte cytoplasm, 8 mitochondria are a frequent target of autophagic digestion after fasting in vivo and nutrient deprivation in vitro. Here, we used LTR and MTG to characterize the kinetics of autophagy and specifically of mitochondrial autophagy (mitophagy) during nutrient deprivation to rat hepatocytes. We also developed a high throughput multi-well plate assay to measure autophagy in cultured hepatocytes based on uptake of the acidic organelle marker, LTR. LTR uptake, as measured by its red fluorescence in a plate reader, increased 4-to 6-fold after nutrient deprivation and was blocked by 3-MA, the classical inhibitor of autophagy (Figs. 1, 5A and D) . Increased LTR uptake measured by fluorescence plate reading correlated with the proliferation of large acidic structures visualized by confocal microscopy (Fig. 2, right  panel) , and the majority of large acidic organelles after nutrient deprivation contained MTGlabeled mitochondrial remnants, which positively identified the structures as autophagosomes/ autolysosomes (Fig. 3) .
Proliferation of autophagosomes and autolysosomes is a basic characteristic of autophagic progression. Acidification of newly sequestered autophagosomes occurs almost immediately and is required for subsequent fusion with lysosomal vesicles. [39] [40] [41] Here using confocal microscopy we show the time course of mitochondrial autophagy, or mitophagy, that had previously been inferred only by electron microscopy (Fig. 3) . 10, 39, 42 By temporal imaging of hepatocytes coloaded with LTR, a marker of autophagosomes and other acidic organelles, and MTG, a marker of mitochondria, we directly visualized the progression of mitophagy and observed that autophagic digestion of mitochondria progressed to completion in about 7.5 min on average. Thus, MTG in approximately half the autophagosomes disappeared within 7.5 min of autophagic sequestration. MTG binds covalently to mitochondrial proteins after accumulating electrophoretically into polarized mitochondria. 14, 26 Loss of MTG from autolysosomes thus represents release due to lysosomal digestion of mitochondrial peptide fragments or breakage of covalent bonds between MTG and mitochondrial proteins. Our observed half-time of digestion agrees well with earlier estimates by electron microscopy that the half time of disappearance of autophagosomes and autolysosomes is about 9 min in rat livers after in vivo treatment with insulin to block formation of new autophagosomes. 10 Additionally, we showed that this digestion was markedly slowed by the proteases inhibitors, leupeptin and pepstatin A, as expected for the autophagic process (Fig. 4) . In the cultured hepatocytes studied here, autophagic stimulation produced predominantly mitochondrial autophagy, since after coloading with LTR and MTG 75% of LTR-labeled acidic organelles contained MTG-labeled mitochondria (Fig. 4A  and B) . The remaining 25% may represent nonmitochondrial autophagy or represent lysosomal remnants after the completion of mitochondrial digestion. Using the LTR fluorescence assay, we showed that the MPT pore inhibitors, CsA and NIM811, inhibited autophagy and that the calcineurin inhibitor, tacrolimus, did not (Fig. 5A) . Additionally, the PI3 kinase inhibitors, wortmannin and LY294002, suppressed autophagy induced by nutrient deprivation (Fig. 5B) . The last finding is consistent with previous reports that PI3 kinase inhibitors suppress autophagy, that 3-MA is itself a PI3 kinase inhibitor, and that Class III PI3 kinase is an important regulator of intracellular membrane trafficking. 33, 34, 43 The findings are also consistent with a previous Mitochondrial Autophagy in Hepatocytes Figure 4 . Prolongation of autophagic digestion of mitochondria by proteases inhibitors. In (A), cultured hepatocytes were coloaded with MTG and LTR and placed in KRH plus glucagon, as described in Figure 3 , in the absence (left panels) and presence of 7.5 µM pepstatin A (right panels). After 70 min, single confocal images of green MTG and red LTR fluorescence were collected. Upward-pointing white arrows represent the LTR-labeled acidic organelles that colocalized with MTG-labeled mitochondria. Downward-pointing yellow arrows represent LTR-labeled lysosomes that did not colocalize with MTG fluorescence. In (B), the number of LTR-labeled acidic organelles containing MTG fluorescence (black bars) and the total number of LTR-labeled organelles per hepatocyte containing MTG fluorescence in single confocal optical sections (~2 µm thickness) (black bars) and the total number of LTR-labeled organelles per hepatocyte optical section (white bars) are plotted in the absence (None) and presence of pepstatin A (Pep A, 7.5 µM) or leupeptin (Leu, 10 µM). In (C), the duration of colocalization of MTG and LTR in individual autophagosomes was determined from time series of confocal images after autophagic stimulation by KRH plus glucagon in the presence and absence of protease inhibitors, as illustrated in (A). *, p < 0.001 vs. None (n = 6).
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report from our laboratory that CsA inhibits mitochondrial autophagy. 14 Taken together, these findings provide strong validation of the LTR multi-well plate assay for autophagy. We also examined the effects of inhibition of various caspases on autophagy, including pan-caspase inhibition (z-VAD-fmk), inhibition of the initiator caspase-8 (IETD-fmk) and inhibition of the executioner caspases 9 and 3 (DEVDfmk and LEHD-cho, respectively) (Fig. 5C) . However, none of the caspase inhibitors tested produced any statistically significant change of autophagy.
The MAPK superfamily of protein kinases is used by mammalian cells to transduce extracellular signals into cellular responses, and MAPKs play an important role regulating apoptotic signaling. 35, 36 Here, we showed that ERK1 inhibition with PD98059 and p38 inhibition with SB203580 did not decrease autophagy induced by nutrient deprivation plus glucagon. By contrast, JNK inhibition with SCP25041 and SP600125 decreased autophagy assessed by LTR uptake, suggesting a role of this kinase in the induction of autophagy (Fig. 5D ). JNK inhibition also inhibited autophagosomal proliferation as assessed by confocal microscopy of LTR-labeled hepatocytes (data not shown). Recent studies show that JNK inhibition blocks a form of programmed cell death called autophagic cell death. 37, 44, 45 However, under our conditions of autophagic stimulation by nutrient deprivation, cell killing did not occur, as assessed by nuclear propidium iodide staining and morphological changes (Fig. 2 and data not  shown) . Thus, effects of JNK on induction of autophagy may be direct rather than secondary to the induction of the cell death process. Nonetheless, confirmation of this pharmacological evidence and characterization of the participation of JNK in autophagy will require future study.
LTR is an acidotropic fluorescent probe used to label and track acidic organelles in living cells (see ref. 46) . LTR labels all acidic organelles, including lysosomes, autophagosomes, late endosomes and, to a lesser extent, early endosomes that are not as acidic as other acid organelles. LTR fluorescence measured by a fluorescence plate reader represents the relative overall mass of acidic organelles, and the increase of LTR fluorescence we observe after nutrient deprivation plus glucagon might represent proliferation of any of the acidic organelles. However, in the context of our assay, increased LTR fluorescence most likely represents an increase of autophagosomes and autolysosomes for several reasons. First, nutrient deprivation and glucagon, both strong stimuli of autophagy, induced the increase of LTR fluorescence (Figs. 1 and 5A-D) . Second, agents that block autophagy, including 3-MA, MPT blockers and PI3 kinase inhibitors, inhibited the increase of LTR fluorescence after nutrient deprivation plus glucagon (Fig. 5A and B) . Third, imaging of hepatocytes by confocal microscopy revealed proliferation of relatively large LTR-stained structures whose size and heterogeneous structure were consistent with autophagosomes and autolysosomes rather than with endosomes and primary lysosomes (Figs. 2-4) .
Fourth, most of these structures contained MTG-labeled mitochondria, which positively identified them as autophagosomes/autolysosomes (Fig. 3) .
Endocytosis is also upregulated by nutrient deprivation, which is inhibited by 3-MA. 47, 48 Although individual pinosomes/endosomes are below the resolution of light microscopy, an increase of LTR fluorescence due to increased endocytosis would be evident as an increase of diffuse cellular LTR fluorescence, which was not observed (see Fig. 2 ). This observation combined with the small size of endosomes and their weaker acidification than lysosomes implies that changes of endocytosis are likely not contributing to observed changes of LTR fluorescence after autophagic stimulation.
The extent of LTR uptake by cells depends not only on the size of the lysosomal/autophagosomal compartment but also on the degree of acidity of these compartments. Thus, LTR uptake will be suppressed by agents like bafilomycin and monensin that collapse ∆pH across lysosomal/autophagosomal membranes. Accordingly, "hits" using the high through-put fluorescence plate reader screening assay should be followed up by more specific techniques, such as confocal microscopy, to determine the basis for changes of LTR accumulation. Decreased ∆pH should be suspected if microscopy shows weak LTR uptake by lysosomes and autophagosomes without a decrease of the number of labeled vesicles. Similarly, increased intraluminal acidity can be expected to increase LTR uptake.
Mitochondrial Autophagy in Hepatocytes Figure 5 . LTR fluorescence plate reader screening assay: inhibition of autophagy by agents inhibiting the MPT, PI3 kinase and JNK but not by agents inhibiting caspases, ERK1 and p38. Cultured hepatocytes in growth medium were preincubated 30 min in complete growth medium followed by 70 min incubation in growth medium (GM) or KRH plus 1 µM glucagon (KRH+G). LTR (50 nM) was added, and LTR fluorescence was measured as described in Materials and Methods. As indicated, various inhibitors were added from the beginning of the 30 min preincubation. Agents used were: (A), 10 mM 3-MA, 5 µM tacrolimus (calcineurin inhibitor), 5 µM NIM811 (MPT inhibitor), 5 µM CsA (calcineurin and MPT inhibitor); (B), 0.5 µM wortmannin, 10 µM LY294002 (PI3 kinase inhibitors); C, 100 µM DEVD-fmk (caspase 3 inhibitor), 100 µM IETD-fmk (caspase 8 inhibitor), 100 µM LEHD-cho (caspase 9 inhibitor), 100 µM Z-VAD-fmk (pan caspase inhibitor); D, 10 mM 3-MA, 100 µM PD98059 (ERK1 inhibitor), 100 µM SB203580 (p38 inhibitor), 100 µM SCP25041 (JNK inhibitor), 20 µM SP600125 (JNK inhibitor). *, p < 0.001 compared to KRH+G (n = 12-16 per group except SP600125 where n = 4).
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Previously, our laboratory showed that monodansylcadaverine labels these proliferating acidic organelles after exposure of rat hepatocytes to nutrient deprivation plus glucagon, 14 in agreement with earlier reports that monodansylcadaverine is an autophagosomal marker. 22 As a weak amine, monodansylcadaverine accumulates into acidic organelles much like LTR. 46 Inside such organelles, the fluorescence of monodansylcadaverine is enhanced by a hydrophobic environment, i.e., when the acidic compartment contains lipid as occurs after autophagy of membranous organelles. 49 However, we found that monodansylcadaverine was unsuitable for use in a multi-well fluorescence assay because of high levels of background fluorescence after monodansylcadaverine loading (data not shown). Confocal microscopy revealed that this background fluorescence was diffuse throughout cells and may represent insertion of the amphipathic monodansylcadaverine into various endomembranes. LTR produced much less background fluorescence.
In the fluorescence plate reader assay, the greatest relative increase of fluorescence after nutrient deprivation occurred after 50 nM LTR, presumably because nonspecific background fluorescence was minimal at this low concentration. For confocal imaging, however, a higher concentration of LTR was necessary for adequate sensitivity and spatial signal to noise ratio. Confocal imaging easily distinguished specific LTR-labeled organelles from diffuse nonspecific background fluorescence. In general, the lowest possible concentration of LTR should be used to avoid LTR-induced disturbances of intraorganellar acidity.
CsA has a dual inhibitory effect on mammalian cells. 28, 50 One effect is to bind to cyclophilin D in the mitochondrial matrix space to inhibit the MPT pore, and the other is to bind cyclophilin A in the cytosol to inhibit calcineurin. Calcineurin is a protein phosphatase, and inhibition of calcineurin leads to increased phosphorylation of many proteins, possibly including those regulating autophagy. A new finding here was that NIM811 blocked autophagic stimulation during nutrient deprivation to the same degree as CsA (Fig. 5A) . NIM811, an analog of CsA, blocks the MPT but does not inhibit calcineurin. 29 This observation and the fact that another calcineurin inhibitor, tacrolimus, did not block autophagy support the conclusion that the MPT is an important event initiating mitochondrial autophagy.
Although long assumed to be a random process, increasing evidence suggests that autophagy of mitochondria, peroxisomes and possibly other organelles can be selective. [13] [14] [15] 17, [51] [52] [53] Accordingly, the term mitophagy is appropriate to describe autophagy of mitochondria in analogy to the term pexophagy for peroxisomal autophagy. 13 The involvement of the MPT in autophagy implies that factors which promote the MPT, such as mitochondrial Ca 2+ uptake, increased Pi, reactive oxygen and nitrogen species, certain sphingolipids, and alterations of cellular redox state, may also modulate the rate and extent of autophagy. An elucidation of these factors in autophagy is now ongoing.
In conclusion, we characterize here LTR as a fluorescent probe of autophagy by cultured rat hepatocytes. LTR fluorescence measured with a fluorescence plate reader provides a rapid and sensitive means to monitor autophagy stimulated by nutrient deprivation and glucagon that is amenable to high throughput screening. Correlative confocal microscopy shows that this autophagy predominantly involves mitochondria and that protease-dependent autophagic digestion of individual mitochondria occurs within 10 min or less. We validate the fluorescence reader assay by showing that MPT and PI3 kinase inhibitors suppress LTR uptake, and we provide new evidence that JNK activity may also be involved in autophagy. However, despite the involvement of JNK, the MPT and PI3 kinase in pro-and anti-apoptotic regulation, caspases did not appear to have a role in signaling the autophagic response. Total fluorescence measurement and fluorescence imaging of LTR should be useful in screening and characterizing other agents acting on autophagic pathways.
